






 

 

 

beads (SFNY1357, MATα leu2-3,112 ura3-52 trp1::TRP1 YPR105C-TAP) were prepared as described 

before6.  Subsequently, the beads were pelleted and the vesicles remaining in the supernatant were 

incubated with TRAPPI-containing beads.  Membranes, containing radiolabeled cargo, that bound to the 

TRAPPI-containing beads were counted in a scintillation counter.  Error bars represent S.D., N=4.  c, 

Purified recombinant p115 does not release Sec23 from mammalian COPII vesicles.  Vesicles containing 

VSV-G-myc were immunoisolated with anti-myc antibody subsequent to an incubation with 230 nM (lane 

3), 700 nM (lane 4), or no p115 (lane 2); lane 1, untagged control.  Vesicles incubated with 230 nM p115 

retained 79 + 7 % (N=2) of the Sec23 relative to lane 2 (no p115), while vesicles incubated with 700 nM 

p115 retained 81 + 7 % (N=2).  Concentrations in excess of 1 µM p115 also did not lead to the release of 

Sec23 from vesicles (not shown). d, Measuring vesicle uncoating in vitro. COPII vesicles were generated 

in vitro from PYCs prepared from cells containing Sec13p-GFP (DBY1034-S13G)30. At the end of the 

reaction, the PYCs were pelleted and the vesicles remaining in the supernatant were gel filtered and 

pelleted prior to western blot analysis.  The amounts of Sec13p-GFP on vesicles formed with cytosol 

(100% coat) was compared to the amount formed with cytosol and Golgi.  The cytosol and Golgi used to 

form vesicles were prepared from either wild type (N=2; bars show the range) or bet3-1(S.D., N=3) cells. e,  

HRR25 is essential for growth.  A diploid strain in which one copy of HRR25 was disrupted was 

transformed with a balancing plasmid (CEN URA3 HRR25), sporulated and dissected. Spores that 

contained the disrupted gene, but not the balancing plasmid, stopped growing at the two cell stage (see 

white circles on plate).  f, GST-Sec23p and GST were incubated without (lane 1), or with His6-Hrr25p 

(lane 2) or His6-Hrr25p-K38A (lane 3) and γP32-ATP.  The top panel is a lighter exposure of the top panel 

in Fig. 2b. g, Lysates prepared from hrr25 cells grown in galactose (lane 1) or 10 h in glucose (lane 2) 

containing medium were immunoblotted with anti-HA antibody. 
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